Numerous strains of streptomyces , producing antibiotic substances in the ordinary nutrient agar and inhibiting the growth of the bacteria around their colonies , have been isolated from soil, and actinomycin A (1) , streptothricin-group substances (2), and streptomycin (2) have been extracted in our laboratory . But the streptothricin-group substances were produced by so many kinds of streptomyces and their culture filtrate inhibited so strongly the growth of bacteria , that the isolation of new antibiotic substance inhibiting both gram positive and negative bacteria had been very difficult , until recently a simple method determining an antibiotic of streptothricin -group substance was , found (2). A streptothr-i cin-fast strain of bacteria becomes not only more resistant against the other streptothricin-group substances but also against streptomycin , and a streptomycin-fast strain is nearly as susceptible to the streptothricin-group substances as the normal culture .
As we found that in the case of streptomycin the production was fairly influenced by the concentration of sodium chloride and moreover chloromycetin cofitained non-ionic chlorine, we tested the influence of sodium chloride on the production. As seen in Table  3 sodium chloride promoted the production and its optimal concentration seemed to be about 1%, in the case of maltose broth. Medium: 1.0% maltose, 0.5% beef extract, 0.5% peptone added with various amount of sodium chloride. pH is adjusted to 7.0.
The increasing amount of both sodium chloride and glycerol turned pH of the broth to acid side and prolonged the period in which pH of the broth was under 7.0. The optimal concentration of glycerol seemed to lie in about 1%.
III. Extraction and purification
When the potency reached maximum, the broth was filtered with diatomous earth added to 0.2%. The filtrate was twice extracted with its quarter volume of ethyl acetate at pH 7.0. Then the antibiotic substance was transferred to the ethyl acetate layer, the be effective, though it inhibits strongly the typhoid bacteria in vitro. The inefficacy of streptomycin against typhoid fever seems to be ascribed to its difficult diffusion in the tissues. Streptomycin is a kind of base, and chloromycetin is a neutral substance, so the latter must diffuse more rapidly than the former. Three years ago, when we obtained patulin from P, leucopus, Donomae and Koizumi (5) observed that the intravenous injection of 150 mg patulin, being devided in 3-5 doses or the peroral administration of about 150mg in the diluted solution per a day often lowered the temperature and after 4-7 days the temperature went down to the normal, though the toxicity of patulin was fairly serious and it could not be used in the ordinary practice. Patulin inhibits completely the growth of E. typhi at the dilution 1:160, 000-320,000 and its minimal lethal dose against mice is about 0.1mg by subcutaneous injection. Chloromycetion inhibits completely E. typhi at dilutions of 1:200,000-400,000
and its minimal lethal dose against mice is more than 5 mg, and besides it seems to diffuse in the tissus as easily as patulin, for they both are neutral substances. Therefore it is not unreasonable to expect the efficacy of chloromycetin against typhoid fever. 
